However after the introduction by Wilson & Carter (1948) of a method for the stabilisation of the alcoholic KOH solution by the addition of ascorbic acid this reagent has become as stable as the aqueous reagent.
The distinct advantage of the absolute alcohol technique is shown in experiments by Engstrom & Mason (1943) who found that by using this technique it was possible to get full agreement between values corrected for interfering nonspecific chromogens in urine by the application of the correction for¬ mula of Gibson & Evans (1937) There can be little doubt that a method based on the ab¬ solute alcohol modification of the Zimmermann procedure is the best available at present for clinical routine analyses.
Ry Girard fractionation as used by Pincus & Pearlman (1941) somewhat better approximations to »true« ketosteroid values may probably be obtained for urines with very low concentrations. This is, however, of minor importance when the analyses are used for clinical purpose. And it seems doubt¬ ful whether the Girard separation will repay the great amount of extra work put into the analyses except for special research purposes.
Originally large amounts of urine ( % or x/2 of a 24-hour portion) were used in 17-KS determinations. While the use of such large amounts of urine may be necessary when frac¬ tionation studies are performed, much smaller amounts will be sufficient when only the total neutral 17-KS are determined in routine assays. Thus Zimmermann (1944) showed that only 5 ml. of urine is needed for a determination and that no dif¬ ference was found whether a 50 ml. or a 5 ml. portion was used. Drekter et al. (1947) Opinions differ considerably as to the optimal time, acid concentration and temperature that should be chosen for the hydrolysis. Peterson et al. (1937) A systematic study was undertaken and it was soon found that absorption did occur roughly proportional to the diameter of the filter paper but this was probably also dependent on the structure of the paper. 
